BIOSITE Triage was 68.3% sensitive and 100% specific for the detection of Entamoeba histolytica-E. dispar (n ‫؍‬ 71) compared to Alexon-Trend's ProSpecT test (reference standard) using fresh-frozen stool. Neither test is able to distinguish E. histolytica from E. dispar. Triage was 83.3% sensitive and 100% specific compared to microscopy (formalin-ether concentrates and permanent stains) for the detection of Giardia lamblia.
ProSpecT for the detection of E. histolytica-E. dispar antigen in patient specimens as well as in mock reconstitution experiments and (ii) microscopy (formalin-ether concentration and permanently stained smears) performed at a referral center for the detection of G. lamblia in patient specimens.
Patients presenting between 1993 and 1998 to the Tropical Disease Unit of The Toronto Hospital with gastrointestinal symptoms (with diarrhea defined as Ն3 loose bowel movements/day which conform to the container, abdominal pain, nausea, weight loss, or bloody stool) or risk factors for E. histolytica-E. dispar, G. lamblia, or C. parvum infection (travel to the tropics within 6 months, men who have sex with men, or immigrants from the tropics or subtropics within the previous 2 years) were eligible for inclusion in this study. Verbal informed consent was obtained from each patient, and the study was approved by the Ethical Review Committee of The Toronto Hospital. Subjects were requested to provide fresh stool samples (within 1 h of passage) for microscopy and ELISA analysis. Stool specimens (minimum of two) were transported to the parasitology laboratory for routine evaluation of ova and parasite by microscopy (formalin-ether concentration and permanent stains [iron hematoxylin and modified acid fast]). Aliquots of fresh unpreserved stool were frozen (Ϫ20°C) for subsequent ELISA analysis.
Once thawed, samples were resuspended in the specimen dilution buffer (buffered protein solution-0.1% NaN 3 ) provided in each kit. The assay procedure for both Triage and ProSpecT was carried out according to the manufacturer's recommendations. A positive reaction in the Triage kit is identified by a qualitative colorimetric reaction when the antibody conjugate (alkaline phosphatase) reacts with the substrate (indoxyl phosphate), resulting in a dark blue-purple line on the IC strip. The ProSpecT ELISA was read at 450 with a microplate reader (Thermo max ; Molecular Devices Corp., Sunnyvale, Calif.). The ELISA plate format of the ProSpecT allows for multiple tests (up to 96 per ELISA plate), which reduces the assay time per sample. The Triage kit had the advantage of being completely self-contained and can be stored at room temperature. Triage also contains internal positive and negative controls for each test strip.
The results of stool antigen detection by Triage and ProSpecT are summarized in Table 1 . Triage was 100% specific and 68.3% sensitive compared to ProSpecT (used as the reference standard) for the detection of the E. histolytica-E. dispar complex. ProSpecT was used as the comparative test in this study, since this assay had the highest specificity (98%) and sensitivity (100%) in a previous study (n ϭ 112) that compared all available ELISA kits for E. histolytica-E. dispar detection with microscopy (11) . Based on these performance characteristics, ProSpecT was chosen as the reference standard. The lower sensitivity of the Triage IC strip was explained in part by a fourfold difference in the limit of detection for E. histolytica-E. dispar trophozoites. HM1:IMSS trophozoites grown axenically in YI-S medium were serially diluted in specimen dilution buffer and subjected to both the Triage and ProSpecT assays (5) . The results of these reconstitution experiments are indicated in Table 2 . ProSpecT was able to detect E. histolytica-E. dispar antigen at 250 trophozoites per ml, whereas Triage required Ͼ1,000 trophozoites per ml for an unequivocal positive signal. Although Triage is a qualitative colorimetric test, we found that band intensity correlated well with trophozoite number independent of the strip reader (Table 2) . At 500 (before filtration) or 1,000 (after filtration) trophozoites per ml, band intensity was positive but weak and therefore prone to subjective reader error. No association has been established between parasite burden (number of cysts or trophozoites shed in stool) and clinical severity. Molecular epidemiological data indicate that E. histolytica is associated with invasive disease, while the genetically distinct species E. dispar results in asymptomatic infection (4, 11) .
Comparison of Triage with microscopy for the detection of G. lamblia is summarized in Table 3 . A minimum of two stools per patient were examined by microscopy (formalin-ether concentration and permanent stains). Aliquoted fresh-frozen specimens were subsequently tested by IC strip. Triage was 83.3% sensitive and 100% specific compared to microscopy performed blindly at our referral center (n ϭ 71). Triage was able to detect two mixed infections containing both E. histolytica-E. dispar and G. lamblia. No C. parvum infections were detected in these samples by either microscopy or Triage IC strip.
In summary, the Triage IC strip is highly specific for the detection of E. histolytica-E. dispar complex. However, Triage is less sensitive (68.3%) than an alternative ELISA diagnostic kit (ProSpecT). The lower sensitivity of Triage may be due to its inability to detect E. histolytica-E. dispar antigen at or below 1,000 trophozoites per ml, especially following the required filtration of the sample. Triage has the advantage of being able to detect multiple protozoal pathogens in a single test. Compared to reference microscopy, Triage was 83.3% sensitive and 100% specific for the detection of G. lamblia. These results indicate that Triage may be a useful alternative system for the detection of multiple pathogens in stool. However, both of these tests are limited by an inability to distinguish pathogenic E. histolytica from nonpathogenic E. dispar and by the requirement for fresh or fresh-frozen stool. We thank L. Wamsley (Somagen Diagnostics), M. Bergh (AlexonTrend), and P. Cordero (Alexon-Trend) for providing the diagnostic kits used in this study. b Filtration of stool specimens resuspended in specimen dilution buffer (protein-buffered solution containing 0.1% NaN 3 ) was carried out with the filter devices provided in the Triage kit according to the manufacturer's recommendations (Biosite Diagnostics). Band intensity with the Triage kit was measured visually by two readers and scored as follows: ϩϩϩ, very strong; ϩϩ, strong; ϩ, medium; ϩ/Ϫ weak; Ϫ none. 
